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[57] ABSTRACT

The invention concerns a method of making a gel plate with
a microporous membrane by means of a cassette comprising
a rectangular frame and a removable bottom plate, means for
tensioning a membrane disposed on the frame substantially

uniformly, and means for pouring liquid gel into the frame
between the tensioned membrane and the removable bottom

plate which also carries a comb for forming wells 1n the gel
plate for receiving samples of macromolecules.

The invention makes it quick and easy to manufacture gel
plates with a microporous membrane for separation and
transfer of macromolecules by electrophoresis.

6 Claims, 3 Drawing Sheets
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METHOD AND APPARATUS FOR MAKING A
GEL PLATE WITH A POROUS MEMBRANE
FOR SEPARATING AND TRANSFERRING
MACROMOLECULES BY
ELECTROPHORESIS

BACKGROUND OF THE INVENTION

This invention concerns a method and apparatus for
making a gel plate with a microporous membrane for
separating and transferring macromolecules by electro-
phoresis, the method and the apparatus utilizing a cassette
with a rectangular frame and a removable bottom plate and
into which the gel is poured in liquid form.

The applicant has already proposed a method and a
manufactuning apparatus of that type, described in Interna-
tional Patent Application WO 93/01491, in which the gel in
liquid form is first poured into the cassette until it 1s level
with the top edge of the rectangular frame, after which a dry
microporous membrane is laid progressively on to the gel
and the frame, traction is applied to the periphery of the
membrane to tension it in substantially uniform manner, and
the gel is allowed to solidify while keeping the membrane
tensioned.

That method and apparatus allow gel plates to be made
with one face covered by an adhering microporous mem-
brane, generally of nitrocellulose or nylon, satisfying a
number of criteria, such as the homogeneity of the gel,
uniformity of its thickness, absence of air bubbles between
the gel and the membrane, flatness of the membrane and
cleanness of its free face.

That method and apparatus also make it possibie to avoid
some problems with the prior art, such as the gel overflow-
ing onto the free face of the membrane and the formation of

folds in the membrane, resulting from its elongation during
its impregnation by the gel, which problems are generally
encountered when the liquid gel is poured onto the mem-
brane placed on a support.

SUMMARY OF THE INVENTION

The present invention concerns improvements in the
method and the apparatus described in the cited prior
application of the applicant, these improvements making it
possible to simplify and make easier the manufacture of a
gel plate with a microporous membrane.

The invention thus provides a method of making a gel
plate with a microporous membrane for separating and
transferring macromolecules by electrophoresis, the gel
being poured in liquid form into a cassette comprising a
rectangular frame and a removable bottom plate, the method
being characterized in that it consists in =~

- firstly placing a dry microporous membrane on the
rectangular frame and putting this membrane under tension
in substantially uniform manner by exerting traction forces
on the edges of the membrane, |

- then pouring the liquid gel into the cassette under the
membrane, until it fills the space defined in the frame by the
tensioned membrane and the bottom plate,

- and allowing the gel to solidify while keeping the
membrane under tension.

The method according to the invention has the advantage
that the microporous membrane is placed on the rectangular
frame and put under tension before the liquid gel is poured
in, which is much simpler and easier to perform than is
laying a microporous membrane progressively onto a layer
of liquid gel filling a cassette.
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According to another characteristic of the invention, the
method also consists in pouring the gel into the cassette via
one end thereof, this end being opposite to the end having a
comb on the bottom plate for forming wells in the gel plate
for receiving samples of macromolecules.

The end of the cassette used for pouring in the gel is
advantageously raised slightly, which allows the air con-
tained between the bottom plate and the membrane to be
expelled progressively as the gel is poured, in order to
guarantee that there are no bubbles of air between the gel
and the membrane.

The traction forces are preferably applied continuously to
two opposite edges of the membrane in directions radiating
from a fixed point located on a median axis of the mem-
brane, for example in the vicinity of a transverse edge
thereof.

In order to facilitate the tensioning of the membrane, the
method according to the invention consists initially in fixing
two extensible longitudinal strips on the two said edges of
the membrane, for example by an adhesive, and in exerting
the aforesaid traction forces on the membrane by means of
pushers engaged in holes in the said strips and urged
resiliently outwards by springs, the pushers and the springs
being fitted in guide grooves formed in the corresponding
sides of the frame.

While the gel is being poured, the traction exerted con- -
tinuously on the edges of the membrane serves, in particular,
to take up elongation of the membrane resulting from the

membrane being impregnated by the liquid gel and ensures
flatness of the membrane.

The invention also provides apparatus for making a gel
plate with a microporous membrane for separation and
transfer of macromolecules by electrophorests, the apparatus
comprising a cassette formed by a rectangular frame and a
removable bottom plate, and pouring means for pouring
liquid gel into the interior of the cassette onto the bottom
plate, the apparatus being characterized 1n that two opposite
longitudinal sides of the cassette comprise traction means
which cooperate with two opposite longitudinal edges of the
membrane for placing the latter under tension in substan-

tially uniform manner, before pouring in the gel, and 1n that

the pouring means are mounted at one end of the cassette
and comprise a channel for the gel opening into the cassette
between the bottom plate and the membrane tensioned over

the frame.

The said traction means comprise pushers guided in-
grooves in the aforesaid sides of the frame and urged
towards the outside by springs, the pushers including means
for gripping the edges of the membrane.

The apparatus advantageously also comprises means act-
ing on the pushers for shifting them towards the interior of
the frame, against the action of the springs, into a position
allowing a non-tensioned membrane to be placed on the
casseite, and the engagement of this membrane on the

pushers.

In a preferred embodiment, the apparatus comprises a
table supporting and positioning the cassette and two mov-
able arms mounted on the table on either side of the cassette
and carrying fingers adapted to be engaged in the guide
grooves of the pushers, these arms being movable between
an active position in which the fingers are engaged 1n the
guide grooves of the pushers and push them towards the
interior of the cassette, and an inactive position in which the
fingers are retracted from the guide grooves of the pushers.
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These means facilitate placement of a membrane and its
attachment to the traction means provided on the frame of a
cassette. The two movable arms thus allow all of the traction
means to be put simuitaneously in predetermined positions
for reception of a membrane.

According to yet another characteristic of the invention, -

the pouring means for the gel comprise a tank carried by a
support plate for sealed introduction into one open end of the
frame, the tank comprising a cylindrical bottom part
mounted to rotate in a cylindrical seat of the support plate
and formed with an outlet channel for the gel adapted to be
placed by rotation in communication with a duct in the
support plate, the ends of the duct opening respectively into
the said cylindrical seat and the interior of the frame between
the bottom plate and the tensioned membrane.

This tank allows the amount of gel needed for the manu-
facture of a gel plate firstly to be measured out and then, by
rotation on the support plate, it allows this measured amount
to flow out into the cassette.

The structure of these pouring means also makes it
possible to effect automatic de-gassing of the gel and evacu-
ation of the air contained in the outlet channel from the tank,
before the gel 1s poured.

Generally speaking the method and the apparatus accord-
ing to the invention greatly facilitate the manufacture of a
gel plate with a microporous membrane, such that this
manufacture can be effected at a high rate by non-specialist
personnel, the gel plates made in this way having homog-
enous and reproducible properties.

The invention will be better understood and other char-
acteristics, details and advantages thereof will appear more
clearly from a reading of the description which follows,
given by way of example, with reference to the accompa-
nying drawings, in which:

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 is a diagrammatic perspective view of a gel plate
made 1n a cassette in accordance with the invention, the
microporous membrane being removed for clarity;

FIG. 2 1s a diagrammatic plan view of the microporous
membrane;

FIG. 3 is a fragmentary view in section and to a larger
scale of traction means for a microporous membrane;

- FIG. 4 is a fragmentary view in longitudinal section of
means for pouring the gel;

FIG. 3 1s a diagrammatic view partially in section along
the line V—V of FIG. 4;

FIG. 6 shows diagrammatically two embodiments of the
means used to place a membrane on a cassette.

DETAILED DESCRIPTION OF THE DRAWINGS

Reterence is made first of all to FIGS. 1 and 2, which
respectively show a gel plate made in a cassette in accor-
dance with the invention and the microporous membrane
associated with this gel plate.

- Like the cassette of the aforesaid International Applica-

tion WO 93/01491, the contents of which are incorporated
by reference, the cassette of FIG. 1 comprises a rectangular
frame 10 formed by two longitudinal rails 12 connected

together at their ends by transverse bars 14, and a removable -
bottom plate 16, (shown diagrammatically in FIG. 6), which

1s guided in grooves 18 in the inside faces of the longitudinal
rails 12 and which is fitted at one of its ends with a comb 20
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having a row of teeth 22 adapted to form wells 24 in the gel
plate 26 manufactured by means of the cassette, the bottom
plate 16 being withdrawn from the cassette when the gel
plate 26 1s used to separate and transfer macromolecules by
electrophoresis.

The microporous membrane 28 associated with the gel
plate 26 1s shown in FIG. 2 and is formed by a very thin film
having a thickness in the order of 0.15 mm for example, a
width of 170 mm and a length of 225 mm in one specific
embodiment. The two longitudinal edges of the membrane
are fixed, for example by adhesive or by welding, to two
strips 30 of plastics material, having a thickness of the order
of a millimeter for example and a width around 15 mm in
one specific embodiment, and which include firstly elongate
holes 32 for engagement on tensioning means for the
membrane and secondly transverse slots 34 opening alter-
nately to one edge and to the other edge of the strip 30 to
allow longitudinal extension thereof.

The tensioning means for the membrane 28 are provided
in the longitudinal rails 12 of the frame 10, and as is best
seen 1n the enlarged view 1n section of FIG. 3, they comprise
pushers 36 guided in the grooves 38 of the rails 12 and
springs 40 fitted in the grooves between the bottoms thereof
and the pushers 36 to urge them resiliently towards the
outside of the frame 10. Each pusher 36 includes a lng 42 on
its top face fitting through an elongate aperture 44 of the top
face of the corresponding rail 12 and adapted to be engaged
in a hole 32 of a strip 30 of the membrane, so as to engage
the membrane on the tensioning means.

The grooves 38 and the clongate apertures 44 of the rails
12 are orientated so as to radiate away from a fixed point 46
which is located on the longitudinal median axis of the gel
plate 26 and of the membrane 28, in the immediate vicinity
of the edge of the gel plate having the wells 24.

The guide grooves 38 for the pushers 36 open to the
outside of the rails 12 into apertures formed in two side
strips 48 which are fixed on the outer faces of the rails 12.

As seen in the enlarged view of FIG. 3, the top faces of
the rails 12 are transversely inclined downwardly towards
the outside, as are the guide grooves 38 for the pushers 36,
in such a manner that the membrane 28 can be applied on the

crests formed by the inside longitudinal edges 50 of the rails
12.

In order to make a gel plate in conformity with the
invention, the procedure is as follows:

Firstly, a microporous membrane 28 is made, to the
longitudinal edges of which are fixed the strips 30, by
adhesive or by welding, the longitudinal edges of the mem-
brane extending approximately along the central axes of the
strips 30 so as to leave the holes 32 thereof free.

The membrane prepared in this way is then placed on the
top face of the frame 10 fitted with the bottom plate 16. The
lugs 42 of the pushers 36 are engaged in the holes 32 of the
strips 30 of the membrane, which is then put under substan-
tially uniform tension by the springs 40 urging the pushers
36 resiliently outwards. The elongation of the membrane is
in the order of one percent.

Under these conditions, the membrane, together with the
frame 10 and the bottom plate 16, delimits a space corre-
sponding exactly to the gel plate 26 to be made and which
1S open solely at the end of the frame 10 opposite to the end
which is closed by the comb 20 carried by the bottom plate
16. It is through this open end that the gel in liquid form will
be poured into the space, until it completely fills it, by means
of the device shown in FIGS. 4 and 5.
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'This pouring device essentially comprises a support plate
52 adapted to be engaged substantially sealed in the open
end of the frame 10 between the bottom plate 16 and the
membrane 28, the front, transverse edge 54 of this support
plate including a top rib 56 forming an abutment on which
the membrane 28 1s applied. The pouring device further
comprises a vertical tank S8 substantially in the form of a

funnel, having a cylindrical bottom part 60 engaged with .
very small clearance in a cylindrical seat 62 with a closed

bottom in the support plate, such that the bottom part 60 of
the tank can rotate in this seat about a vertical axis. A radial

groove 64 1s formed in the bottom face of the cylindrical
bottom part 60 of the tank, in order to put the interior of the
tank into communication with the cylindrical seat 62 formed
in the support plate 52. A longitudinal duct 66 is formed in
the support plate 52 in order to provide communication
between the cylindrical seat 62 and the front transverse edge
54 of the support plate.

The bottom part 60 of the tank 58 is held in the cylindrical
seat 62 of the support plate by a bayonet connection, by
means of two diametrically opposite recesses 68 formed in
the periphery of the bottom part 60 of the tank and two
fingers 70 fixed in alignment on the top face of the support
plate 52, on either side of the axis of the cylindrical seat 62,
the facing ends of the fingers 70 extending above and
towards the interior of the cylindrical seat 62 by amounts
less than the dimensions of the recesses 68 in the bottom part

of the tank.

This pouring device 1s used in the following manner:

The tank is firstly mounted on the support plate 52, its
cylindrical bottom part 6} being fitted in the cylindrical seat
62 with the recesses 68 aligned with the ends of the fingers
70; the bottom part 60 of the tank is then rotated in the
cylindrical seat 62 so that the ends of the fingers 70 bear
resiliently on the top face of the bottom part 60 of the tank
and hold it firmly in the cylindrical seat 62. Notches 72, 74
are advantageously formed in the top face of the bottom part
60, in order to receive projections of corresponding shape
- provided at the ends of the fingers 70 and accurately
determining two angular positions of the tank 38 about its
axis, the first angular position defined by the notches 72
being such that the groove 64 is not aligned with the duct 66
and is closed by the wall of the cylindrical seat 62, and the
second angular position defined by the notches 74 being
such that the groove 64 is aligned with the duct 66, so as to
allow the liquid gel contained in the tank 58 to flow into the

cassette.

When the tank S8 has been thus mounted on the bottom
plate 52 and placed in the angular position defined by the
notches 72 in which the groove 64 is closed, the support

plate 52 1s mounted in the open end of the cassette, as shown
in FIGS. 4 and 5.

A plate 76 having resiliently deformable longitudinal
fingers 78 can advantageously be fixed under the support
plate 52, so that the fingers 78 are applied resiliently to the
lower face of the bottom plate 16, in order to keep the
pouring device in position on the cassette.

The membrane 28 can be mounted on the frame 10 before
or after mounting the pouring device on the frame.

When the assembly of the cassette and pouring device 1s
placed on a horizontal support surface, the end of the
cassette with the pouring device is slightly higher than the
opposite end with the comb 20, on account of the presence
of the retaining plate 76, which creates a slight gradient
falling towards the comb 20.
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A measured amount of liquid gel, (agarose or polyacry-
lamide for example) is poured into the tank 58 and fills the
groove 64, expelling the air contained in this groove through
the small clearance between the periphery of the bottom part
60 and the cylindrical wall of the seat 62, this clearance
having a value in the order of 0.01 mm for example, which
allows the air to escape while preventing passage of the
liquid gel.

It is then sufficient to rotate the tank 58 about its axis and
place it in the second angular position defined by the notches

74, so that the liquid gel can flow from the tank to the

interior of the cassette, passing through the groove 64 and
the duct 66.

The liquid gel progressively fills the space defined in the
frame 10 between the bottom plate 16 and the tensioned
membrane 28. The air contained in this space is evacuated

progressively between the membrane 28 and the rib 56 of the
support plate 52. In the course of its impregnation by the
liquid gel, the membrane 28 tends to elongate and this
elongation is automatically taken up as it occurs by the
tensioning means formed by the pushers 36 and the associ-
ated springs 40.

When the liquid gel has filled the space defined by the
frame 10 between the bottom plate 16 and the tensioned
membrane 28, it rises to the front transverse edge 54 of the
support plate 52, this front edge 54 being beveled to facili-
tate evacuation of the air and it comes up level with the b
56 against which the gel-softened membrane 28 1s applied.
Pouring of the gel is then stopped if there is any remaining
in the tank 58, by rotating the tank to place it in its first
angular position defined by the notches 72, and the gel is
allowed to harden by cooling to ambient temperature (aga-
rose gel) or by polymerization (polyacrylamide gel).

When the gel has solidified, the pouring device is with-
drawn from the end of the cassette in which it was engaged.

To use the gel plate covered with the membrane, the
assembly of the frame 10, gel plate 26 and membrane 28 is
placed vertically in an electrophoresis vessel, the bottom
plate 16 is withdrawn and samples of macromolecules are
put into the wells 24 of the gel plate.

It will be understood that the method and the apparatus of
the invention enable non-specialist personnel to make a gel
plate with a microporous membrane rapidly, with a very
good quality and perfectly reproducibly.

This manufacture can be further facilitated by use of the
tool shown diagrammatically in FIG. 6, which allows
simple, rapid and easy fixing of the membrane on the frame
10 of the cassette.

This tool comprises a support table 76 having positioning
means (not shown) for the frame 10 fitted with the bottom
plate 16. This table 76 is provided with means allowing the
tensioning means for the membrane to be pushed back
towards the interior of the frame, so that it then suffices to
place the membrane fitted with its two strips 30 on top of the
frame for the lugs 42 of the tensioning means to engage in
the holes 32 in the strips.

These means which allow displacement of the tensioning
means, i.¢. the pushers 36, towards the interior of the frame,
so compressing the associated springs 40, can be of various
forms. In the left part of FIG. 6, there is shown a cranked
lever 78 pivoted about an axis 80 and whose arm 82 extends
alongside one rail 12 of the frame, on the outside thereof,
and carries oblique fingers 84 which come into engagement
in the guide grooves 38 for the pushers 36 when the lever 78
is swung counterclockwise about the axis 80. The lengths of
the fingers 84 are such that, when the arm 82 of the lever is
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applied to the frame, the lugs 42 of the pushers are auto-
matically placed in a position of engagement in the holes of
a strip 30 of a membrane.

As a variant, the means shown in the right part of FIG. 6
can be used, comprising movable fingers 86 guided to move

in translation in line with the grooves 38 receiving the

pushers 36, these fingers 86 having heads 88 engaged in
guide grooves 90 of a slider 92 extending alongside the rail
12 of the frame 8. The orientations of the grooves 90 of the
slider 92 are such that, when the slider is shifted in one
direction along the rail 12, the fingers 86 are introduced into
the guide grooves 38 of the pushers 36 and shift them
towards the internior of the frame and, when the slider 92 1s
shifted in the opposite direction, the fingers 86 are with-
drawn from the guide grooves 38 of the pushers 36.

I claim:

1. Apparatus for making a gel plate with a microporous
membrane for separation and transfer of macromolecules by
electrophoresis, the apparatus comprising a cassette formed
by a rectangular frame and a bottom plate, and pouring
means for pouring liquid gel into the interior of the cassette
onto the bottom plate, said cassette comprising two opposite
longitudinal rails having traction means which cooperate
with two opposite longitudinal edges of the membrane for
placing the latter under tension in substantially uniform
manner, before pouring in the gel, and wherein said pouring
means are mounted at one end of the cassette and comprise
a channel for the gel opening into the cassette between the
bottom plate and the membrane tensioned over the cassette,
said traction means further comprising pushers guided in
grooves in said rails and urged toward the outside by springs,
said pushers including means for engaging the edges of the
membrane.

2. Apparatus according to claim 1, characterized in that
the pushers comprise lugs adapted to be fitted into holes
formed in longitudinally extensible strips, which are fixed
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on the aforesaid edges of the membrane.

3. Apparatus according to claim 1, characterized in that it
comprises means acting on the pushers for shifting them
towards the interior of the frame, against the action of the
springs, into a position allowing a non-tensioned membrane
to be placed on the cassette and the engagement of this
membrane on the pushers.

4. Apparatus according to claim 3, characterized in that it
comprises a support table for positioning the cassette and
two movable arms mounted on the table on either side of the
cassctte and carrying fingers adapted to be engaged in the
ouide grooves of the pushers, these arms being movable
between an active position in which the fingers are engaged
in the guide grooves of the pushers and push them towards
the interior of the cassette, and an inactive position in which
the fingers are retracted from the guide grooves of the
pushers.

5. Apparatus according to claim 1, characterized in that
the pouring means for the gel comprise a tank carried by a
support plate for sealed introduction into one open end of the
frame, the tank comprising a cylindrical bottom part
mounted to rotate in a cylindrical seat of the support plate
and formed with an outlet channel for the gel adapted to be
placed by rotation in communication with a duct in the
support plate, the ends of the duct opening respectively into
the cylindrical housing and the interior of the frame between
the bottom plate and the tensioned membrane.

6. Apparatus according to a claim 1, characterized in that
the removable bottom plate of the cassette comprises, at one
of its ends, a comb for forming wells in the gel plate, this

comb closing the end of the frame opposite the end receiving
the pouring means in sealed manner.

I T .
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